January 22, 1948, -
~ Dear g~ ‘

I've just run through a prep. on W-94 with, I am sorry to say, no
slgns of successful transformition. ¥ou may be interested in the prep.
w=94 was grown in NZCase 1%, Phoaphate buffer ..$, glucose }% in 12 1.
aerated in a 5gal. carboy, 53 g. Sharples paste>was recovered., This was
ground in salihe-citrate (.1 i each) with Iyrex powder in a conlcal glass
mill (thanks to Burrisj. »fter sedisenting the debris, the e#truct was

~ precipltated with < vols. alcohel. The sedinent was taken up again 4n
(80l &) an aliquot

saline, und then,shaseu with (22!&(113 and ANCH to de;roteiniz.e. This as re-
peated twice. ihe now ciarified supernatant wes then treatec wita 2 vols.
alcchcel which jave e rupidly pplag. fibr§u$ matériél which was readily
wemoped around 4 glasa rod, and é4granu&&r raterizl, which was rejooiod.
The fibroud materisl was resuspended in NaCl, sedimented with alcohol in
é starile tube, und after sianding several gcura, takken up again in séérile

" saline. This is essentially icCartr's proceflure,and the fibrous material
maust have been largely DNi. -Both ihe initlal crude extruct A and the
purified material B were tested for activity on Y-138 (arginin;—loucinc).
dhe leucine requiremant‘particularlx 1s relatively stabike spontaneously.,

nmounts of extract ejuiv, about ig. original paste were addsd to 10 ml. .

YB broth, with controls, etc. Jome of the controls were contaminated with
scmething that was not coli, but this did not cceur in any of the experi-

mental runs, end I think can be ignored. Y138 was grown for 18 h. 37° 4n
the broths, then washed and plated into minimal, arginine, and leucine.
Here are some of the results. (dilutions 1,2,3 are 1071, 10‘2, ets. ce¢

of the ajuegous suspension ca. 109/mi. ):



Treatgent Ddlution Minimal irginine Leucine

None 1 0 0 16

2 0 0 1

3 0 0 0

None 1 4] g1 32

None 1 C 0 46
A (erude extr; 1 0

n R § o - _

" 1 0

B 1 C 0 34

P 0 0 3

3 ¢ A -0 (s

B 1 0o 3 30

B. . - .1 Q . Q 45
controls (the goude ones, and as 0

far as coli goues....... 7
- I obviously have to do some more tests on the i-treatments re single-induced

reversions.However, this wzg 4 lot of plates and more or less an orientation
- expt.The dilution platings ssm seem to be superfluous in view of the ylelds in
the controls,

iore lmportznt we shaﬂl nued to try tu reyeat boivin's omn expts. I wrote him
rather directly to ask him to send a suscoptible 02~R. Without ‘that as a standard
“we Bl be wm'ktng‘tn the dayg. 77 T T

I stiil cun't ses any clear way out of the i:l theory contradiction. Now have

_essentiuily the same amt¥mx story with maltose, «-108 which I thought first to
be Lac,~ turns out to be negative on giucoss, galactose and fructcse. i don't know
uhotheé it 18 a "non-glycolytic"mutant due to a vlocksin the trioss---- schems, or

- ~whether-the gene may-be-the -one Monod-and I -have been-looking for which controls
the hypothetical carbonydrase precursor, rt's zoing to be another tough nut,

How much time are you going to have before‘starting to close up to leave? Have
you had a chance to do any trans, expts., and how did they go??

vincerely,

e
\'l’



